Use of two-stage incubations to define sequential intermediates in endoplasmic reticulum to Golgi transport.
Identification of the temporal requirement for components through the use of two-stage incubations is valuable in dissecting the overall transport reaction into steps relevant to vesicle fission and those related to vesicle fusion. In the context of semiintact mammalian cells in which a functional vesicle intermediate has not been detected, components playing a role in targeting are presently difficult to identify. However, the two-stage incubations are particularly powerful when either the donor or acceptor compartments can be manipulated independently, as is the case for intra-Golgi transport using enriched Golgi fractions or in the case of ER-to-Golgi transport in perforated yeast, in which a vesicle intermediate can be physically isolated.